MATERIALS AND METHODS

Real-time quantitative RT-PCR
Total RNA was isolated using TRIzol reagent (Thermo Fisher Scientific), and the cDNAs were synthesized by reverse transcriptase (RT) using iScript cDNA synthesis kit (Bio-Rad), according to the manufacturer′s recommended protocol. Real-time quantitative PCR was performed using iQ SYBR Green supermix (BioRad) with the following specific primers; cdkn2a/b, 5′-ACGTCGAGGATGAACTGACC -3′ (forward) and 5′-CTGTTCCAGCAGCACAAGAG -3′ (reverse); rb1, 5′-CCCCACAGAAGAAAGAGCTG -3′ (forward) and5′-TTGTCCATCGATCTGATCTCC -3′ (reverse); β-Actin, 5′-CGACAGGATGCAGAAGGAGA -3′ (forward) and 5′-TAGAAGCATTTGCGGTGGAC -3′ (reverse) on LightCycler 96 system (Roche). All real-time quantitative PCR experiments were performed in triplicate and quantification cycle (Cq) values were determined using the Graphpad Prism 7 (trial version) software. Relative quantification of the mRNA levels was performed using the Roche the E Method with β-Actin as a reference gene. 
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